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Cytotoxicity test 

sTNF and scTNFs with neutralizing antibodies [AB] 
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ng/mL soluble or single-chain TNF 



Soluble TNFhum- + aTNF-AB 
Single-chain TNF 3x + aTNF-AB 
Single-chain TNF 4x + aTNF-AB 
Soluble TNFhum. without aTNF-AB 
Single-chain TNF 3x without aTNF-AB 
Single-chain TNF 4x without aTNF-AB 
Negative control: bacterial lysate + aTNF-AB 
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Cytotoxicity test 

sTNF and scTNFs on MF-TNFR2 



Soluble TNF human 
Single-chain TNF 3x linkers 
Single-chain TNF 4x linkers 
Negative control: bacterial lysate 



ng/mL soluble or single-chain TNF 



Figure 2 
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Cytotoxicity test 

sTNF and scTNFs on MF-TNFR2 + 80M2 



-*- Soluble TNF human + 80M2-AB 
_ c _ Single-chain TNF 3x + 80M2-AB 

Negative control: bacterial lysate + 80M2-AB 




0.1 1 10 100 

ng/mL soluble or single-chain TNF 



Figure 3 
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Stability test with MF - freshly titrated 




ng/mL soluble or single-chain TNF 



Figure 4 
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Stability test with MF - incubated for 8 days 



-a- Soluble TNF human 
2.0-n Single-chain TNF 3x linkers 




Single-chain TNF 4x linkers 
Negative control: bacterial lysate 



ng/mL soluble or single-chain TNF 



Figure 5 
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Stability test with MF - incubated for 14 days 
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Figure 6 



WO 2005/103077 



PCT/EP2005/003158 



Stability test with Kyml - freshly titrated 




ng/mL soluble or single-chain TNF 



Figure 7 
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Stability test with Kyml - incubated for 16 days 




— B Soluble TNF human 

Single-chain TNF 3x linkers 
7 ■ Single-chain TNF 4x linkers 
_ Negative control: bacterial lysate 



ng/mL soluble or single-chain TNF 



Figure 8 
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Stability test with Kyml - incubated for 22 days 




Figure 9 
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Stability test with Kyml - titrated from stock solution 




Figure 10 
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Stability test with human serum 
Serum stability - freshly titrated 




Figure 11 
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Stability test with human serum 
Serum stability - 8 days 



2.00- 
' 1.75- 
1.50- 
- 1.25- 
1.00- 
0.75- 
0.50- 
0.25- 
0.00- 



- 1 Soluble TNF 

_ , Single-chain TNF 4x linkers 



0.001 

soluble ' 



o"bi oil i 10 

t single-chain TNF ng/mL 



Figure 12 
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Silver gel 




Figure 13 
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Western Blot 



Without p-mercaptoethanol 

soluble single-chain TNF 
TNF 4x- 3x- linkers 



With p-mercaptoethanol 

soluble single-chain TNF 
TNF 4x- 3x- linkers 




Figure 14 
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IkB degradation assay 



3xGGGS linkers 



scTNF Control 
4xGGGS linkers lysate 



-IkB 
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Figure 15 
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JNK assay 



scTNF scTNF Control 

Soluble TNF 3xGGGS linkers 4xGGGS linkers lysate 



«-c-jun 



0 30 60 0 30 60 0 30 60 0 30 60 mm. 



Figure 16 



WO 2005/103077 



PCT/EP2005/003158 



17/41 



Electrophoretic Mobility Shift Assay (EMSA) 

Positive scTNF scTNF Control 

control Soluble TNF 3xGGGS linkers 4xGGGS linkers lysate 




0 30 60 0 30 60 0 30 60 30 60 mln. 



Figure 17 
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Code Construct scheme Name 

letter 

12 H£&8 , it... ,L2.., , 

jj TNF Modul 1 r ™ j TNF Modu l 2 pH TNFModul3l scTNF-L 



A-ll 



B-l 



His-Tag LI... L2-, , 

I j TNF ModulThH TNF Mod ul 2 M TNF Modul 3 [ scTNR,,., 



TNF M odul 1 j— [" TNF Modul 2>H TNF Modul 3j cys-scTNFt,- 



cysHls-Tag [_•{..., L2-. 

B-| | Bl TNF M odul iH TNF Modul 2 j am ) TNF Modul 3 1 cys-scTNF!,- 



| flag Tag i,j 12. 

Ifi^FasL Modul l h™ H FasL Modul 2 | Ma f~FasL. Modu li] scFasL 



B" j j TRAIL Modul TRAIL Modu l 2H™ f~"TRAIL Modul j scTRAIL 



TNF Modul Tfr H TNF Modul 2] '»™ f" TNF Modul 3| scTNF 



Rag Tag u L2 

p FasL ModuFll MMM| Fas L Modul 2 ^ Mj FasL Modul 3] scFasL-AM 



1 f' a 9 Ta 9 m 12. 

Q BBBWB~TRAIL Modu PH ^ TRAIL Modul TRAIL Moduli scTRAIL-AI 



j_| Blfl^fj TNTModullH ^ TNF M odul 2 |«H TNF Modul 3] scTNF-AIVL 
Figure 18 

Key: Leitpeptidsequenz = leader peptide sequence 
Modul = module 
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Figure 19 

Nucleic acid sequence and corresponding amino acid sequence of scTNF-L short 
Construct A-II 

1 ATG AGA GGA TCG CAT CAC CAT CAC CAT CAC GGA TCA GCG TCG TCT 45 

1 MRGSHHHHHHGSASS 15 

46 TCT TCT CGT ACC CCG TCT GAC AAA CCG GTT GCT CAC GTT GTT GCA 90 

16 SSRTPSDKPVAHVVA 30 

91 AAC CCG CAG GCT GAA GGT CAA CTG CAA TGG CTG AAC CGT CGT GCT 135 

31 NPQAEGQLQWLNRRA 45 

136 AAC GCT CTG CTG GCT AAC GGT GTT GAA CTG CGT GAC AAC CAG CTG 180 

46 NALLANGVELRDNQL 60 

181 GTT GTT CCG TCT GAA GGC CTG TAC CTG ATC TAC TCC CAG GTT CTG 225 

61 VVPSEGLYLIYSQVL 75 

22 6 TTC AAA GGC CAG GGC TGC CCG TCC ACC CAC GTT CTG CTG ACC CAC 270 

"76 FKGQGC ESTHVLLTH 90 

271 ACC ATC TCT CGT ATC GCT GTT TCC TAC CAG ACC AAA GTA AAC CTG 315 

91 TISRIAVSYQTKVNL 105 

316 CTG TCT GCA ATC AAA TCT CCG TGC CAG CGT GAA ACC CCG GAA GGT 360 

106 LSAIKSPCQRETPEG 120 

361 GCT GAA GCT AAA CCG TGG TAC GAA CCG ATC TAC CTG GGT GGC GTT 405 

121 A E A K P W Y E P I y L G G V 135 

406 TTT CAA CTG GAG AAA GGT GAC CGT CTG TCT GCA GAA ATT AAC CGT 4 50 

136 FQLEKGDRLSAEINR 150 

4 51 CCG GAC TAC CTG GAC TTC GCA GAA TCT GGT CAG GTT TAC TTC GGT 4 95 

151 PDYLDFAESGQVYFG 165 

4 96 ATC ATC GCT CTG GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA 540 

166 IIALGGGSGGGSGGG 180 

541 TCC TCT TCT CGT ACC CCG TCT GAC AAA CCG GTT GCT CAC GTT GTT 585 

181 SSSRTPSDKPVAHVV 195 

586 GCA AAC CCG CAG GCT GAA GGT CAA CTG CAA TGG CTG AAC CGT CGT 630 

196 A N P Q A E G Q L Q W L N R R 210 

631 GCT AAC GCT CTG CTG GCT AAC GGT GTT GAA CTG CGT GAC AAC CAG 675 

211 ANALLANGVELRDNQ 225 

676 CTG GTT GTT CCG TCT GAA GGC CTG TAC CTG ATC TAC TCC CAG GTT 720 

226 LVVPSEGLYLIYSQV 240 

721 CTG TTC AAA GGC CAG GGC TGC CCG TCC ACC CAC GTT CTG CTG ACC 7 65 

241 LFKGQGCPSTHVLLT 255 

7 66 CAC ACC ATC TCT CGT ATC GCT GTT TCC TAC CAG ACC AAA GTA AAC 810 

256 HTISRIAVSYQTKVN 270 

811 CTG CTG TCT GCA ATC AAA TCT CCG TGC CAG CGT GAA ACC CCG GAA 855 

271 LLSAIKSPCQRETPE 285 
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Continuation of Figure 1 9 

856 GGT GCT GAA GCT AAA CCG TGG 

286 G A E A K P W 

901 GTT TTT CAA CTG GAG AAA GGT 

301 V F Q L E K G 

94 6 CGT CCG GAC TAC CTG GAC TTC 

316 R P D Y L D F 

991 GGT ATC ATC GCT CTG GGT GGC 

331 G I I A L G G 

1036 GGA TCC TCT TCT CGT ACC CCG 

346 G S S S R T P 

1081 GTT GCA AAC CCG CAG GCT GAA 

361 V A N P Q A E 

1126 CGT GCT AAC GCT CTG CTG GCT 

376 R A N A L L A 

1171 CAG CTG GTT GTT CCG TCT GAA 

391 Q L V V P S E 

1216 GTT CTG TTC AAA GGC CAG GGC 

406 V L F K G Q G 

12 61 ACC CAC ACC ATC TCT CGT ATC 

421 T H T I S R I 

1306 AAC CTG CTG TCT GCA ATC AAA 

436 N L L S A I K 

1351 GAA GGT GCT GAA GCT AAA CCG 

451 E G A E A K P 

1396 GGC GTT TTT CAA CTG GAG AAA 

466 G V F Q L E K 

1441 AAC CGT CCG GAC TAC CTG GAC 

481 N R P D Y L D 

148 6 TTC GGT ATC ATC GCT CTG TGA 

496 F G I I A L * 
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TAC GAA CCG ATC TAC CTG GGT GGC 900 

YEPIYLGG 300 

GAC CGT CTG TCT GCA GAA ATT AAC 945 

DRL.SAEIN 315 

GCA GAA TCT GGT CAG GTT TAC TTC 990 

AESGQVYF 330 

GGT TCT GGT GGC GGT TCT GGT GGC 1035 

GSGGGSGG 345 

TCT GAC AAA CCG GTT GCT CAC GTT 1080 

SDKPVAHV 360 

GGT CAA CTG CAA TGG CTG AAC CGT 1125 

GQLQWLNR 375 

AAC GGT GTT GAA CTG CGT GAC AAC 1170 

NGVELRDN 390 

GGC CTG TAC CTG ATC TAC TCC CAG 1215 

GLYLIYSQ 405 

TGC CCG TCC ACC CAC GTT CTG CTG 1260 

CPST.HVLL 420 

GCT GTT TCC TAC CAG ACC AAA G?A 1305 

AVSYQTKV 435 

TCT CCG TGC CAG CGT GAA ACC CCG 1350 

SPCQRETP 450 

TGG TAC GAA CCG ATC TAC CTG GGT 1395 

WYEPIYLG 465 

GGT GAC CGT CTG TCT GCA GAA ATT 14 4 0 

GDRLSAEI 480 

TTC GCA GAA TCT GGT CAG GTT TAC 1485 

FAESGQVY 495 

1506 
501 
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Figure 20 

Nucleic acid sequence and corresponding amino acid sequence of cys-scTNF-L sh0 rt 
Construct B-II 

1 ATG GGA GAG CTC ATC GAA GGT CGC TGC GCC GGT GGA TCT GGT CAT 45 

1 MGELIEGRCAGGSGH 15 

46 CAT CAT CAC CAT CAC GGC TCA GAC GGA GCG TCG TCT TCT TCT CGT 90 

16 HHHHHGSDGASSSSR 30 

91 ACC CCG TCT GAC AAA CCG GTT GCT CAC GTT GTT GCA AAC CCG CAG 135 

31 TPSDKPVAHVVANPQ 45 

136 GCT GAA GGT CAA CTG CAA TGG CTG AAC CGT CGT GCT AAC GCT CTG 180 

46 AEGQLQWLNRRANAL 60 

181 CTG GCT AAC GGT GTT GAA CTG CGT GAC AAC CAG CTG GTT GTT CCG 225 

61 LANGVELRDNQLVVP 75 

226 TCT GAA GGC CTG TAC CTG ATC TAC TCC CAG GTT CTG TTC AAA GGC 270 

76 SEGLYLIYSQVLFKG 90 

271 CAG GGC TGC CCG TCC ACC CAC GTT CTG CTG ACC CAC ACC ATC TCT 315 

91 QGCPSTHVLLTHTIS 105 

316 CGT ATC GCT GTT TCC TAC CAG ACC AAA GTA AAC CTG CTG TCT GCA 360 

106 RIAVSYQTKVNLLSA 120 

361 ATC AAA- TCT CCG TGC CAG CGT GAA ACC CCG GAA GGT GCT GAA GCT 405 

121 IK S P CQRET PEGAEA 135 

406 AAA CCG TGG TAC GAA CCG ATC TAC CTG GGT GGC GTT TTT CAA CTG 450 

136 KPWYEPIYLGGVFQL 150 

451 GAG AAA GGT GAC CGT CTG TCT GCA GAA ATT AAC CGT CCG GAC TAC 495 

151 EKGDRLSAEINRPDY 165 

496 CTG GAC TTC GCA GAA TCT GGT CaG GTT TAC TTC GGT ATC ATC GCT 540 

166 LDFAESGQVYFGIIA 180 

541 CTG GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCC TCT TCT 585 

181 LGGGSGGGSGGGSSS 195 

586 CGT ACC CCG TCT GAC AAA CCG GTT GCT CAC GTT GTT GCA AAC CCG 630 

196 RTFS DKPVAHVVANP 210 

631 CAG GCT GAA GGT CAA CTG CAA TGG CTG AAC CGT CGT GCT AAC GCT 675 

211 QAEGQLQWLNRRANA 225 

676 CTG CTG GCT AAC GGT GTT GAA CTG CGT GAC AAC CAG CTG GTT GTT 720 

226 LLANGVELR DNQLVV 240 

721 CCG TCT GAA GGC CTG TAC CTG ATC TAC TCC CAG GTT CTG TTC AAA 765 

241 PSEGLYLIYSQVLFK 255 

766 GGC CAG GGC TGC CCG TCC ACC CAC GTT CTG CTG ACC CAC ACC ATC 810 

256 GQGCPSTHVLLTHTI 270 
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Continuation of Figure 20 

811 TCT CGT ATC GCT GTT TCC TAC CAG ACC AAA GTA AAC CTG CTG TCT 855 

271 SRIAVSYQTKVNLLS 285 

856 GCA ATC AAA TCT CCG TGC CAG CGT GAA ACC CCG GAA GGT GCT GAA 900 

286 AIKSPCQRETPEGAE 300 

901 GCT AAA CCG TGG TAC GAA CCG ATC TAC CTG GGT GGC GTT TTT CAA 945 

301 AKPWYEPIYLGGVFQ 315 

946 CTG GAG AAA GGT GAC CGT CTG TCT GCA GAA ATT AAC CGT CCG GAC 990 

316 LEKGDRLSAEINRPD 330 

991 TAC CTG GAC TTC GCA GAA TCT GGT CAG GTT TAC TTC GGT ATC ATC 1035 

331 YLDFAESGQVYFGI I 345 

103 6 GCT CTG GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCC TCT 1080 

346 ALGGGSGGGSGGGSS 360 

1081 TCT CGT ACC CCG TCT GAC AAA CCG GTT GCT CAC GTT GTT GCA AAC 1125 

361 SRTPSDKPVAHVVAN 375 

1126 CCG CAG GCT GAA GGT CAA CTG CAA TGG CTG AAC CGT CGT GCT AAC 1170 

376 PQAEGQLQWLNRRAN 390 

1171 GCT CTG CTG GCT AAC GGT GTT GAA CTG CGT GAC AAC CAG CTG GTT 1215 

391 ALLANGVELRDNQLV 405 

1216 GTT CCG TCT GAA GGC CTG TAC CTG ATC TAC TCC CAG GTT CTG TTC 1260 

406 VPSEGLYLIYSQVLF 420 

12 61 AAA GGC CAG GGC TGC CCG TCC ACC CAC GTT CTG CTG ACC CAC ACC 1305 

421 KGQGCPSTHVLLTHT 435 

1306 ATC TCT CGT ATC GCT GTT TCC TAC CAG ACC AAA GTA AAC CTG CTG 1350 

436 ISRIAVSYQTKVNLL 450 

1351 TCT GCA ATC AAA TCT CCG TGC CAG CGT GAA ACC CCG GAA GGT GCT 1395 

451 SAIKSFCQRETPEGA 465 

1396 GAA GCT AAA CCG TGG TAC GAA CCG ATC TAC CTG GGT GGC GTT TTT 1440 

466 EAKPWYEP1YLGGVF 480 

1441 CAA CTG GAG AAA GGT GAC CGT CTG TCT GCA GAA ATT AAC CGT CCG 1485 

481 QLEKGDRL SAE INRP 495 

1486 GAC TAC CTG GAC TTC GCA GAA TCT GGT CAG GTT TAC TTC GGT ATC 1530 

496 DYLDFAESGQVYFGI 510 



1531 ATC GCT CTG TGA 1542 
511 I A L * 513 
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Figure 21 

Nucleic acid sequence and corresponding amino acid sequence of scFasL 
Construct C 

1 ATG GCT ATC ATC TAC CTC ATC CTC CTG TTC ACC GCT GTG CGG GGC 45 

1 MAIIYLILLFTAVRG 15 

4 6 GCG GCC GCG GAT TAC AAA GAC GAT GAC GAT AAA GAA TTC ACG CGT 90 

16 AAADYKDDDDKEFTR 30 

91 GAA AAA AAG GAG CTG AGG AAA GTG GCC CAT TTA ACA GGC AAG TCC 135 

31 EKKELRKVAHLTGKS 45 

136 AAC TCA AGG TCC ATG CCT CTG GAA TGG GAA GAC ACC TAT GGA ATT 180 

46 NSRSMPLEWE DTYGI 60 

181 GTC CTG CTT TCT GGA GTG AAG TAT AAG AAG GGT GGC CTT GTG ATC 225 

61 VLLSGVKYKKGGLVI 75 

22 6 AAT GAA ACT GGG CTG TAC TTT GTA TAT TCC AAA GTA TAC TTC CGG 270 

76 NETGLYFVYSKVYFR 90 

271 GGT CAA TCT TGC AAC AAC CTG CCC CTG AGC CAC AAG GTC TAC ATG 315 

91 GQSCNNLPLSHKVYM 105 

316 AGG AAC TCT AAG TAT CCC CAG GAT CTG GTG ATG ATG GAG GGG AAG 360 

106 RNSKYPQDLVMMEGK 120 

361 ATG ATG AGC TAC TGC ACT ACT GGG CAG ATG TGG GCC CGC AGC AGC 405 

121 MMSYCTTGQMWARSS 135 

406 TAC CTG GGG GCA GTG TTC AAT CTT ACC AGT GCT GAT CAT TTA TAT 4 50 

136 YLGAVFNLTSADHLY 150 

451 GTC AAC GTA TCT GAG CTC TCT CTG GTC AAT TTT GAG GAA TCT CAG 495 

151 VNVSELSLVNFEESQ 165 

4 96 ACG TTT TTC GGC TTA TAT AAG CTC GGT GGC GGT TCT GGT GGC GGT 540 

166 TFFGLYKLGGGSGGG 180 

541 TCT GGT GGC GGT TCT GGT GGC GGA TCA GAA AAA AAG GAG CTG AGG 585 

181 SGGGSGGGSEKKELR 195 

586 AAA GTG GCC CAT TTA ACA GGC AAG TCC AAC TCA AGG TCC ATG CCT 630 

196 KVAHLTGKSNSRSMP 210 

631 CTG GAA TGG GAA GAC ACC TAT GGA ATT GTC CTG CTT TCT GGA GTG 675 

211 LEWEDTYGIVLLSGV 225 

676 AAG TAT AAG AAG GGT GGC CTT GTG ATC AAT GAA ACT GGG CTG TAC 720 

226 KYKKGGLVINETGLY 240 

721 TTT GTA TAT TCC AAA GTA TAC TTC CGG GGT CAA TCT TGC AAC AAC 765 

241 FVYSKVYFRGQSCNN 255 
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Continuation of Figure 21 

766 CTG CCC CTG AGC CAC AAG GTC TAC ATG AGG AAC TCT AAG TAT CCC 810 

256 LPLSHKVYMRNSKYP 270 

811 CAG GAT CTG GTG ATG ATG GAG GGG AAG ATG ATG AGC TAC TGC ACT 855 

271 QDLVMMEGKMMSYCT 285 

856 ACT GGG CAG ATG TGG GCC CGC AGC AGC TAC CTG GGG GCA GTG TTC 900 

286 TGQMWARSSYLGAVF 300 

901 AAT CTT ACC AGT GCT GAT CAT TTA TAT GTC AAC GTA TCT GAG CTC 945 

301 NLTSADHLYVNVSEL 315 

94 6 TCT CTG GTC AAT TTT GAG GAA TCT CAG ACG TTT TTC GGC TTA TAT 990 

316 SLVNFEESQTFFGLY 330 

991 AAG CTC GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGT TCT SGT 1035 

331 KLGGGSGGGSGGGSG 345 

1036 GGC GGA TCC GAA AAA AAG GAG CTG AGG AAA GTG GCC CAT TTA ACA 1080 

346 GGSEKKELRKVAHLT 360 

1081 GGC AAG TCC AAC TCA AGG TCC ATG CCT CTG GAA TGG GAA GAC ACC 1125 

361 GKSNSRSMPLEWEDT 375 

1126 TAT GGA ATT GTC CTG CTT TCT GGA GTG AAG TAT AAG AAG GGT GGC 1170 

376 YGIVLLSGVKYKKGG 390 

1171 CTT GTG ATC AAT GAA ACT GGG CTG TAC TTT GTA TAT TCC AAA GTA 1215 

391 LVINETGLYFVYSKV 405 

1216 TAC TTC CGG GGT CAA TCT TGC AAC AAC CTG CCC CTG AGC CAC AAG 1260 

406 YFRGQSCNNLPLSHK 420 

1261 GTC TAC ATG AGG AAC TCT AAG TAT CCC CAG GAT CTG GTG ATG ATG 1305 

421 VYMRNSKYPQDLVMM 435 

1306 GAG GGG AAG ATG ATG AGC TAC TGC ACT ACT GGG CAG ATG TGG GCC 1350 

436 EGKMMSYCTTGQMWA 450 

1351 CGC AGC AGC TAC CTG GGG GCA GTG TTC AAT CTT ACC AGT GCT GAT 1395 

451 RSSYLGAVFNLTSAD 465 

1396 CAT TTA TAT GTC AAC GTA TCT GAG CTC TCT CTG GTC AAT TTT GAG 1440 

466 HLYVNVSELSLVNFE 480 

1441 GAA TCT CAG ACG TTT TTC GGC TTA TAT AAG CTC TGA 147 6 

481 ESQT FFGLYKL* 491 
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Figure 22 

Nucleic acid sequence and corresponding amino acid sequence of scTRAIL 
Construct D 

1 ATG GCT ATC ATC TAC CTC ATC CTC CTG TTC ACC GCT GTG CGG GGC 4 5 

1 MAIIYLIL LFTAVR G 15 

4 6 GCG GCC GCG GAT TAC AAA GAC GAT GAC GAT AAA GAA TTC GGA ACC 90 

16 AAADYKDDDDKEFGT 30 

91 TCT GAG GAA ACC ATT TCT ACA GTT CAA GAA AAG CAA CAA AAT ATT 135 

31 SEETISTVQEKQQNI 45 

136 TCT CCC CTA GTG AGA GAA AGA GGT CCT CAG AGA GTA GCA GCT CAC 180 

46 SPLVRERGPQRVAAH 60 

181 ATA ACT GGG ACC AGA GGA AGA AGC AAC ACA TTG TCT TCT CCA AAC 225 

61 ITGTRGRSNTLSSPN 75 

226 TCC AAG AAT GAA AAG GCT CTG GGC CGC AAA ATA AAC TCC TGG GAA 270 

76 SKNEKALGRKI NSWE 90 

271 TCA TCA AGG AGT GGG CAT TCA TTC CTG AGC AAC TTG CAC TTG AGG 315 

91 SSRSGHSFLSNLHLR 105 

316 AAT GGT GAA CTG GTC ATC CAT GAA AAA GGG TTT TAC TAC ATC TAT 360 

106 NGELVIHEKGFYYIY 120 

361 TCC CAA ACA TAC TTT CGA TTT CAG GAG GAA ATA AAA GAA AAC ACA 405 

121 SQTYFRFQEE IKENT 135 

4 06 AAG AAC GAC AAA CAA ATG GTC CAA TAT ATT TAC AAA TAC ACA AGT 450 

136 KNDKQMVQYIYKYT S 150 

451 TAT CCT GAC CCT ATA TTG TTG ATG AAA AGT GCT AGA AAT AGT TGT 4 95 

151 YPDPILLMKSARNSC 165 

496 TGG TCT AAA GAT GCA GAA TAT GGA CTC TAT TCC ATC TAT CAA GGG 540 

166 WSKDAEYGLYSIYQG 180 

541 GGA ATA TTT GAG CTT AAG GAA AAT GAC AGA ATT TTT GTT TCT GTA 585 

181 GIFELKENDR1FVSV 195 

586 ACA AAT GAG CAC TTG ATA GAC ATG GAC CAT GAA GCC AGT TTT TTC 630 

196 TNEHLIDMDHEASFF 210 

631 GGG GCC TTT TTA GTT GGC GGT GGC GGT TCT GGT GGC GGT TCT GGT 675 

211 GAFLVGGGGSGGGSG 225 

676 GGC GGT TCT GGT GGC GGA TCA ACC TCT GAG GAA ACC ATT TCT ACA 720 

226 GGSGGGSTSEETIST 240 

721 GTT CAA GAA AAG CAA CAA AAT ATT TCT CCC CTA GTG AGA GAA AGA 7 65 

241 VQEKQQNISPLVRER 255 
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Continuation of Figure 22 

766 GGT CCT CAG AGA GTA GCA GCT CAC ATA ACT GGG ACC AGA GGA AGA 810 

256 GPQRVAAHI TGTRGR 270 

811 AGC AAC ACA TTG TCT TCT CCA AAC TCC AAG AAT GAR AAG GCT CTG 855 

271 SNTLSSPNSKNEKAL 285 

856 GGC CGC AAA ATA AAC TCC TGG GAA TCA TCA AGG AGT GGG CAT TCA 900 

286 GRKINSWESSRSGHS 300 

901 TTC CTG AGC AAC TTG CAC TTG AGG AAT GGT GAA CTG GTC ATC CAT 945 

301 FLSNLHLRNGELVIH 315 

94 6 GAA AAA GGG TTT TAC TAC ATC TAT TCC CAA ACA TAC TTT CGA TTT 990 

316 EKGFYYIYS QTYFRF 330 

991 CAG GAG GAA ATA AAA GAA AAC ACA AAG AAC GAC AAA CAA ATG GTC 1035 

331 QEE IKENTKNDKQMV 345 

1036 CAA TAT ATT TAC AAA TAC ACA AGT TAT CCT GAC CCT ATA TTG TTG 1080 

346 QYIYKYTSYPDPILIi 360 

1081 ATG AAA AGT GCT AGA AAT AGT TGT TGG TCT AAA GAT GCA GAA TAT 1125 

361 MKSARNSCWSKDAEY 375 

1126 GGA CTC TAT TCC ATC TAT CAA GGG GGA ATA TTT GAG CTT AAG GAA 1170 

376 GliYSIYQGGIFELKE 390 

1171 AAT GAC AGA ATT TTT GTT TCT GTA ACA AAT GAG CAC TTG ATA GAC 1215 

391 NDRIFVSVTNEHLID 405 

1216 ATG GAC CAT GAA GCC AGT TTT TTC GGG GCC TTT TTA GTT GGC GGT 1260 

406 MDHEASFFGAFLVGG 420 

1261 GGC GGT TCT GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCC 1305 

421 GGSGGGSGGGSGGGS 435 

1306 ACC TCT GAG GAA ACC ATT TCT ACA GTT CAA GAA AAG CAA CAA AAT 1350 

436 TSEETISTVQEKQQN 450 

1351 ATT TCT CCC CTA GTG AGA GAA AGA GGT CCT CAG AGA GTA GCA GCT 1395 

451 ISPLVRERGPQRVAA 465 

1396 CAC ATA ACT GGG ACC AGA GGA AGA AGC AAC ACA TTG TCT TCT CCA 1440 

466 HITGTRGRSNTLSSP 480 

1441 AAC TCC AAG AAT GAA AAG GCT CTG GGC CGC AAA ATA AAC TCC TGG 1485 

461 NSKNEKALGRKINSW 495 

1486 GAA TCA TCA AGG AGT GGG CAT TCA TTC CTG AGC AAC TTG CAC TTG 1530 

496 ESSRSGHSFLSNLHL 510 

1531 AGG AAT GGT GAA CTG GTC ATC CAT GAA AAA GGG TTT TAC TAC ATC 1575 

511 RNGELVIHE KGFYYI 525 

1576 TAT TCC CAA ACA TAC TTT CGA TTT CAG GAG GAA ATA AAA GAA AAC 1620 

526 YSQTYFRFQEEI KEN 540 
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Continuation of Figure 22 



ACA RAG AAC GAC AAA CAA ATG GTC CAA TAT ATT TAC AAA TAC ACA 1665 
TKNDKQMVQYIYKYT 555 

AGT TAT CCT GAC CCT ATA TTG TTG ATG AAA AGT GCT AGA AAT AGT 1710 



TGT TGG TCT AAA GAT GCA GAA TAT GGA CTC TAT TCC ATC TAT CAA 



1756 
586 



GGG GGA ATA TTT GAG CTT AAG GAA AAT GAC AGA ATT TTT GTT TCT 



1755 
585 



1800 
600 



1801 
601 



1846 
616 



GTA ACA AAT GAG CAC TTG ATA GAC ATG GAC CAT GAA GCC AGT TTT 



TTC GGG GCC TTT TTA GTT GGC TGA 



1866 
622 
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Figure 23 

Nucleic acid sequence and corresponding amino acid sequence of scTNF 

Construct E 

1 ATG GCT ATC ATC TAC CTC ATC CTC CTG TTC ACC GCT GTG CGG GGC 45 

1 MAIIYLILLFTAVRG 15 

4 6 GCG GCC GCG GAT TAC AAA GAC GAT GAC GAT AAA GAA TTC GGA TCA 90 

16 AAADYKDDDDKEFGS 30 

91 TCT TCT CGA ACC CCG AGT GAC AAG CCT GTA GCC CAT GTT GTA GCA 135 

31 SSRTPSDKPVAHVVA 45 

13 6 AAC CCT CAA GCT GAG GGG CAG CTC CAG TGG CTG AAC CGC CGG GCC 180 

46 NPQAEGQLQWLNRRA 60 

181 AAT GCC CTC CTG GCC AAT GGC GTG GAG CTG AGA GAT AAC CAG CTG 225 

61 NALLANGVELRDNQL 75 

226 GTG GTG CCA TCA GAG GGC CTG TAC CTC ATC TAC TCC CAG GTC CTC 270 

76 VVPSEGLYLIYSQVL 90 

271 TTC AAG GGC CAA GGC TGC CCC TCC ACC CAT GTG CTC CTC ACC CAC 315 

91 FKGQGCPSTHVLLTH 105 

316 ACC ATC AGC CGC ATC GCC GTC TCC TAC CAG ACC AAG GTC AAC CTC 360 

106 TISRIAVSYQTKVNL 120 

3 61 CTC TCT GCC ATC AAG AGC CCC TGC CAG AGG GAG ACC CCA GAG GGG 4 05 

121 LSAIKS PCQRETPEG 135 

406 GCT GAG GCC AAG CCC TGG TAT GAG CCC ATC TAT CTG GGA GGG GTC 4 50 

136 AEAKPWYEPIYLGGV 150 

451 TTC CAG CTG GAG AAG GGT GAC CGA CTC AGC GCT GAG ATC AAT CGG 495 

151 PQLEKGDRLSAEINR 165 

496 CCC GAC TAT CTC GAC TTT GCC GAG TCT GGG CAG GTC TAC TTT GGG 54 0 

166 FDYLDFAE S GQVYFG 180 

541 ATC ATT GCC CTG GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGT 585 

1B1 IIALGGGSGGGSGGG 195 

586 TCT GGT GGC GGA TCA TCA TCT TCT CGA ACC CCG AGT GAC AAG CCT 630 

196 SGGGSSSSRTPSDKP 210 

631 GTA GCC CAT GTT GTA GCA AAC CCT CAA GCT GAG GGG CAG CTC CAG 675 

211 VAHVVANPQAEGQLQ 225 

676 TGG CTG AAC CGC CGG GCC AAT GCC CTC CTG GCC AAT GGC GTG GAG 720 

226 WLNRRANALLANGVE 240 

721 CTG AGA GAT AAC CAG CTG GTG GTG CCA TCA GAG GGC CTG TAC CTC 765 

241 LRDNQLVVPSEGLYL 255 



WO 2005/103077 



PCT/EP2005/003158 



29/41 

Continuation of Figure 23 

766 ATC TAC TCC CAG GTC CTC TTC AAG GGC CAA GGC TGC CCC TCC ACC 810 

256 IYSQVLFKGQGCPST 270 

811 CAT GTG CTC CTC ACC CAC ACC ATC AGC CGC ATC GCC GTC TCC TAC 855 

271 HVLLTHTISRIAVSY 285 

856 CAG ACC AAG GTC AAC CTC CTC TCT GCC ATC AAG AGC CCC TGC CAG 900 

286 QTKVNLLSA IKSPCQ 300 

901 AGG GAG ACC CCA GAG GGG GCT GAG GCC AAG CCC TGG TAT GAG CCC 94 5 

301 RETPEGAEAKPWYEP 315 

946 ATC TAT CTG GGA GGG GTC TTC CAG CTG GAG AAG GGT GAC CGA CTC 990 

316 IYLGGVFQLEKGDRL 330 

991 AGC GCT GAG ATC AAT CGG CCC GAC TAT CTC GAC TTT GCC GAG TCT 1035 

331 SAEINRFDYLDFAES 345 

1036 GGG CAG GTC TAC TTT GGG ATC ATT GCC CTG GGT GGC GGT TCT GGT 1080 

346 GQVYFGIIALGGGSG 360 

1081 GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCA TCA TCT TCT CGA 1125 

361 GGSGGGSGGGSSSSR 375 

1126 ACC CCG AGT GAC AAG CCT GTA GCC CAT GTT GTA GCA AAC CCT CAA 117 0 

376 TPSDKPVAH VVANPQ 390 

1171 GCT GAG GGG CAG CTC CAG TGG CTG AAC CGC CGG GCC AAT GCC CTC 1215 

391 AEGQLQWLNRRANAL 405 

1216 CTG GCC AAT GGC GTG GAG CTG AGA GAT AAC CAG CTG GTG GTG CCA 1260 

406 LANGVELRDNQLVVP 420 

1261 TCA GAG GGC CTG TAC CTC ATC TAC TCC CAG GTC CTC TTC AAG GGC 1305 

421 5EGLYLIYSQVLFKG 435 

1306 CAA GGC TGC CCC TCC ACC CAT GTG CTC CTC ACC CAC ACC ATC AGC 1350 

436 QGCPSTHVLLTHTIS 450 

1351 CGC ATC GCC GTC TCC TAC CAG ACC AAG GTC AAC CTC CTC TCT GCC 1395 

451 RIAVSYQTKVNLLSA 465 

1396 ATC AAG AGC CCC TGC CAG AGG GAG ACC CCA GAG GGG GCT GAG GCC 144 0 

466 IKSPCQRETPEGAEA 480 

1441 AAG CCC TGG TAT GAG CCC ATC TAT CTG GGA GGG GTC TTC CAG CTG 1485 

481 KPWYEPIYLGGVFQL 495 

1486 GAG AAG GGT GAC CGA CTC AGC GCT GAG ATC AAT CGG CCC GAC TAT 1530 

496 EKGDRLSAEINRPDY 510 

1531 CTC GAC TTT GCC GAG TCT GGG CAG GTC TAC TTT GGG ATC ATT GCC 1575 

511 LDFAESGQVYFGIIA 525 

1576 CTG TGA 1581 

526 L * 526 
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Figure 24 

Nucleic acid sequence and corresponding amino acid sequence of scFasL-AMAIZe 
Construct F 

1 ATG GAC TGG ACC TGG CGC GTG TTT TGC CTG CTC GCC GTG GCT CCT 45 

1 MDWTWRVFCLLAVAP 15 

46 GGG GCC CAC AGC CAG GTA CAG CTG GTG CAG TCT GGG GGA GGC ATG 90 

16 GAHSQVQLVQSGGGM 30 

91 GTA GAG CCT GGG GGG TCC CTT AGA CTC TCC TGT GCA GCC TCT GGA 135 

31 VEPGGSLRLSCAASG 45 

136 TTC ACT TTC AGT AAT GCC TGG ATG AGC TGG GTC CGC CAG GCT CCA 180 

46 FTFSNAWMSWVRQAP 60 

181 GGG AAG GGG CTG GAG TGG GTT GGC CGT ATA AAA AGC AAA GCT GGT 225 

61 GKGLEWVGRIKSKAG 75 

226 GGT GGG ACA GCA GAG TAC GCT GCA CCC GTG AAA GGC AGA TTC ACC 270 

76 GGTAEYAAPVKGRFT 90 

271 ATC TCA AGA GAT GAT TCA CAA AAC ACG CTG TAT CTG CAA ATG AAC 315 

91 ISRDDSQNTLYLQMN 105 

316 AGC CTG AAA ACC GAC GAC ACA GCC GTG TAT TAC TGT ACC ACA CAT 360 

106 SLKTDDTAVYYCTTH 120 

361 GTC TAC GGT GCC CCC CGG AAC TGG GGC CAG GGA TCC CTG GTC ACC 4 05 

121 VYGAPRNWGQGSLVT 135 

406 GTC TCC TCA GCC TCC ACC AAG GGC CCA AAG CTT GAA GAA GGT GAA 450 

136 VSSASTKGPKLEEGE 150 

451 TTT TCA GAA GCA CGC GTA CAG TCT GTG TTG ACT CAG CCG CCC TCA 4 95 

151 FSEARVQSVLTQPPS 165 

4 96 GTG TCT GCG GCC CCA GGA CAG AAG GTC ACC ATC TCC TGC TCT GGA 540 

166 VSAAPGQKVTISCSG 180 

541 AGC AGC TCC AAC ATT GGA AAT AAT TAT GTC TCC TGG TAC GTT CAA 585 

181 SSSNIGNNYVSWYVQ 195 

586 CTC CCA GGA ACA GCC CCC AAA CTC CTC ATT TAT GAC AAT AAT AAG 630 

196 LPGTAPKLLIYDN NK 210 

631 CGA TTC TCA GGA GTT CCT GAC CGA TTC TCT GGC TCC AAG TCT GGC 675 

211 RFSGVPDRFSGSKSG 225 

67 6 ACG TCA GCC ACC CTG GGC ATC ACC GGG CTC CAG ACT GGG GAC GAG 720 

226 TSATLGITGLQTGDE 240 



721 
241 



GCC GAT TAT TAC TGC GGA GCA TGG GAT GGC AGC CTG CGT GAA GCG 
ADYYCGAWDGSLREA 



765 
255 
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Continuation of Figure 24 

766 GTA TTC GGC GGA GGG ACC AAG GTC ACC GTC CTA GGT GCG GCC GCA 810 

256 VFGGGTKVTVLGAAA 270 

811 GTT GAG CTC GAG gcg GCC GCG GAT TAC AAA GAC GAT GAC GAT AAA 855 

271 VELEAAADYKDDDDK 285 

856 GAA TTC ACG CGT GAA AAA AAG GAG CTG AGG AAA GTG GCC CAT TTA 900 

286 EFTREKKELRKVAHL 300 

901 ACA GGC AAG TCC AAC TCA AGG TCC ATG CCT CTG GAA TGG GAA GAC 945 

301 TGKSNSRSMPLEWED 315 

94 6 ACC TAT GGA ATT GTC CTG CTT TCT GGA GTG AAG TAT AAG AAG GGT 990 

316 TYGIVLLSGVKYKKG 330 

991 GGC CTT GTG ATC AAT GAA ACT GGG CTG TAC TTT GTA TAT TCC AAA 1035 

331 GLVINETGLYFVYSK 3-35 

1036 GTA TAC TTC CGG GGT CAA TCT TGC AAC AAC CTG CCC CTG AGC CAC 1080 

346 VYFRGQSCNNLPLSH 360 

1081 AAG GTC TAC ATG AGG AAC TCT AAG TAT CCC CAG GAT CTG GTG ATG 1125 

361 KVYMRNSKYPQDLVM 375 

1126 ATG GAG GGG AAG ATG ATG AGC TAC TGC ACT ACT GGG CAG ATG TGG 1170 

376 MEGKMMSYCTTGQMW 390 

1171 GCC CGC AGC AGC TAC CTG GGG GCA GTG TTC AAT CTT ACC AGT GCT 1215 

391 ARSSYLGAVFNLTSA 405 

1216 GAT CAT TTA TAT GTC AAC GTA TCT GAG CTC TCT CTG GTC AAT TTT 1260 

406 DHLYVNVSELSLVNF 420 

1261 GAG GAA TCT CAG ACG TTT TTC GGC TTA TAT AAG CTC GGT GGC GGT 1305 

421 EESQTFFGLYKLGGG 435 

1306 TCT GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCA GAA AAA 1350 

436 SGGGSGGGSGGGSEK 450 

1351 AAG GAG CTG AGG AAA GTG GCC CAT TTA ACA GGC AAG TCC AAC TCA 1395 

451 KELRKVAHLTGKSNS 465 

1396 AGG TCC ATG CCT CTG GAA TGG GAA GAC ACC TAT GGA ATT GTC CTG 14 40 

466 RSMPLEWEDTYGIVL 480 

1441 CTT TCT GGA GTG AAG TAT AAG AAG GGT GGC CTT GTG ATC AAT GAA 14 85 

481 LSGVKYKKGGLVINE 495 

1486 ACT GGG CTG TAC TTT GTA TAT TCC AAA GTA TAC TTC CGG GGT CAA 1530 

496 TGLYFVYSKVYFRGQ 510 

1531 TCT TGC AAC AAC CTG CCC CTG AGC CAC AAG GTC TAC ATG AGG AAC 1575 

511 SCNNLPLSHKVYMRN 525 

1576 TCT AAG TAT CCC CAG GAT CTG GTG ATG ATG GAG GGG AAG ATG ATG 1620 

526 SKYPQDLVMMEGKMM 540 
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Continuation of Figure 24 

1621 AGC TAC TGC ACT ACT GGG CAG ATG TGG GCC CGC AGC AGC TAC CTG 1665 

541 SYCTTGQMWARS SYL 555 

1666 GGG GCA GTG TTC AAT CTT ACC AGT GOT GAT CAT TTA TAT GTC AAC 1710 

556 GAVFNLTSADHLYVN 570 

1711 GTA TCT GAG CTC TCT CTG GTC AAT TTT GAG GAA TCT CAG ACG TTT 1755 

571 VSELSLVNFEESQTF 5B5 

1756 TTC GGC TTA TAT AAG CTC GGT GGC GGT TCT GGT GGC GGT TCT GGT 1800 

586 FGLYKLGGGS GGGSG 600 

1801 GGC GGT TCT GGT GGC GGA TCC GAA AAA AAG GAG CTG AGG AAA GTG 1845 

601 GGSGGGSEKKELRKV 615 

1846 GCC CAT TTA ACA GGC AAG TCC AAC TCA AGG TCC ATG CCT CTG GAA 1890 

616 AHLTGKSNSRSMPLE 630 

1891 TGG GAA GAC ACC TAT GGA ATT GTC CTG CTT TCT GGA GTG AAG TAT 1935 

631 WEDTYGIVLLSGVKY 645 

1936 AAG AAG GGT GGC CTT GTG ATC AAT GAA ACT GGG CTG TAC TTT GTA 1980 

646 KKGGLVINETGLYFV 660 

1981 TAT TCC AAA GTA TAC TTC CGG GGT CAA TCT TGC AAC AAC CTG CCC 2025 

661 YSKVYFRGQSCNNLP 675 

2026 CTG AGC CAC AAG GTC TAC ATG AGG AAC TCT AAG TAT CCC CAG GAT 2070 

676 LSHKVYMRNSKYPQD 690 

2071 CTG GTG ATG ATG GAG GGG AAG ATG ATG AGC TAC TGC ACT ACT GGG 2115 

691 LVMMEGKMMSYCTTG 705 

2116 CAG ATG TGG GCC CGC AGC AGC TAC CTG GGG GCA GTG TTC AAT CTT 2160 

706 QMWARSSYLGAVFNL 720 

2161 ACC AGT GCT GAT CAT TTA TAT GTC AAC GTA TCT GAG CTC TCT CTG 2205 

721 TSADHLYVNVSEL SL 735 

2206 GTC AAT TTT GAG GAA TCT CAG ACG TTT TTC GGC TTA TAT AAG CTC 2250 

736 VNFEESQTFFGLYKL 750 

2251 TGA . 2253 

751 * 751 
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Figure 25 

Nucleic acid sequence and corresponding amino acid sequence of scTRAIL-AMAIZe 
Construct G 

1 ATG GAC TGG ACC TGG CGC GTG TTT TGC CTG CTC GCC GTG GCT CCT 45 

1 MDWTWRVFCLLAVAP 15 

4 6 GGG GCC CAC AGC CAG GTA CAG CTG GTG CAG TCT GGG GGA GGC ATG 90 

16 GAHSQVQLVQSGGGM 30 

91 GTA GAG CCT GGG GGG TCC CTT AGA CTC TCC TGT GCA GCC TCT GGA 135 

31 VEPGGSLRLSCAASG 45 

136 TTC ACT TTC AGT AAT GCC TGG ATG AGC TGG GTC CGC CAG GCT CCA 180 

46 FTFSNAWMSWVRQAP 60 

181 GGG AAG GGG CTG GAG TGG GTT GGC CGT ATA AAA AGC AAA GCT GGT 225 

61 GKGLEWVGRIKSKAG 75 

226 GGT GGG ACA GCA GAG TAC GCT GCA CCC GTG AAA GGC AGA TTC ACC 270 

76 GGTAE YAAPVKGRFT 90 

271 ATC TCA AGA GAT GAT TCA CAA AAC ACG CTG TAT CTG CAA ATG AAC 315 

91 ISRDDSQNTLYLQMN 105 

316 AGC CTG AAA ACC GAC GAC ACA GCC GTG TAT TAC TGT ACC ACA CAT 360 

106 SLKTD DTAVYYCTTH 120 

361 GTC TAC GGT GCC CCC CGG AAC TGG GGC CAG GGA TCC CTG GTC ACC 405 

121 VYGAPRNWGQGSLVT 135 

406 GTC TCC TCA GCC TCC ACC AAG GGC CCA AAG CTT GAA GAA GGT GAA 450 

136 VSSASTKGPKLEEGE 150 

451 TTT TCA GAA GCA CGC GTA CAG TCT GTG TTG ACT CAG CCG CCC TCA 495 

151 FSEARVQSVLTQPPS 165 

4 96 GTG TCT GCG GCC CCA GGA CAG AAG GTC ACC ATC TCC TGC TCT GGA 540 

166 VSAAPGQKVTISCSG 180 

541 AGC AGC TCC AAC ATT GGA AAT AAT TAT GTC TCC TGG TAC GTT CAA 585 

181 SSSNI GNNYVSWYVQ 195 

586 CTC CCA GGA ACA GCC CCC AAA CTC CTC ATT TAT GAC AAT AAT AAG 630 

196 LPGTAPKLLIYDNNK 210 

631 CGA TTC TCA GGA GTT CCT GAC CGA TTC TCT GGC TCC AAG TCT GGC 675 

211 RFSGVPDRFSGSKSG 225 

676 ACG TCA GCC ACC CTG GGC ATC ACC GGG CTC CAG ACT GGG GAC GAG 720 

226 TSATLG1TGLQTGDE 240 
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Continuation of Figure 25 

721 GCC GAT TAT TAC TGC GGA GCA TGG GAT GGC AGC CTG CGT GAA GCG 765 

241 AD YYCGAWDGSLREA 255 

7 66 GTA TTC GGC GGA GGG ACC AAG GTC ACC GTC CTA GGT GCG GCC GCA 810 

256 VFGGGTKVTVLGAAA 270 

811 GTT GAG CTC GAG GCG GCC GCG GAT TAC AAA GAC GAT GAC GAT AAft 855 

271 VELEAAADYKDDDDK 285 

856 GAA TTC GGA ACC TCT GAG GAA ACC ATT TCT ACA GTT CAA GAA AAG 900 

286 EFGTSEETISTVQEK 300 

901 CAA CAA AAT ATT TCT CCC CTA GTG AGA GAA AGA GGT CCT CAG AGA 945 

301 QQNI SPLVRERGPQR 315 

94 6 GTA GCA GCT CAC ATA ACT GGG ACC AGA GGA AGA AGC AAC ACA TTG 990 

316 VAAH ITGTRGRSNTL 330 

991 TCT TCT CCA AAC TCC AAG AAT GAA AAG GCT CTG GGC CGC AAA ATA 1035 

331 SSPNSKNEKALGRKI 345 

1036 AAC TCC TGG GAA TCA TCA AGG AGT GGG CAT TCA TTC CTG AGC AAC 1080 

346 NSWESSRSGHSFLSN 360 

1081 TTG CAC TTG AGG AAT GGT GAA CTG GTC ATC CAT GAA AAA GGG TTT 1125 

361 LHLRNGELVI HEK GF 375 

1126 TAC TAC ATC TAT TCC CAA ACA TAC TTT CGA TTT CAG GAG GAA ATA 117 0 

376 YYIYSQTYFRFQEEI 390 

1171 AAA GAA AAC ACA AAG AAC GAC AAA CAA ATG GTC CAA TAT ATT TAC 1215 

391 KENTKMDKQMVQYIY 405 

1216 AAA TAC ACA AGT TAT CCT GAC CCT ATA TTG TTG ATG AAA AGT GCT 1260 

406 KYTSYPDPILLMKSA 420 

1261 AGA AAT AGT TGT TGG TCT AAA GAT GCA GAA TAT GGA CTC TAT TCC 1305 

421 RNSCWSKDAEYGLYS 435 

1306 ATC TAT CAA GGG GGA ATA TTT GAG CTT AAG GAA AAT GAC AGA ATT 1350 

436 IYQGGIFELKENDRI 450 

1351 TTT GTT TCT GTA ACA AAT GAG CAC TTG ATA GAC ATG GAC CAT GAA 1395 

4 51 FVSVTNEHLI DMDHE 4 65 

1396 GCC AGT TTT TTC GGG GCC TTT TTA GTT GGC GGT GGC GGT TCT GGT 14 40 

466 ASFFGAFLVGGGGSG 480 

1441 GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCA ACC TCT GAG GAA 1485 

481 GGSGGGSGGGSTSEE 495 

1486 ACC ATT TCT ACA GTT CAA GAA AAG CAA CAA AAT ATT TCT CCC CTA 1530 

496 TISTVQEKQQNISPL 510 

1531 GTG AGA GAA AGA GGT CCT CAG AGA GTA GCA GCT CAC ATA ACT GGG 1575 

511 VRERGPQRVAAHITG 525 
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Continuation of Figure 25 

1576 ACC AGA GGA AGA AGC AAC ACA TTG TCT TCT CCA AAC TCC AAG AAT 1620 
526 TRGRSNTLSSPNSKN 540 

1621 GAA AAG GCT CTG GGC CGC AAA ATA AAC TCC TGG GAA TCA TCA AGG 1665 
5^1 EKALGRKINSWESSR 555 

1666 AGT GGG CAT TCA TTC CTG AGC AAC TTG CAC TTG AGG AAT GGT GAA 1710 
556 SGHSFLSNLHLRNGE 570 

1711 CTG GTC ATC CAT GAA AAA GGG TTT TAC TAC ATC TAT TCC CAA ACA 1755 
571 LVIHEKGFYYIYSQT 585 

1756 TAC TTT CGA TTT CAG GAG GAA ATA AAA GAA AAC ACA AAG AAC GAC 1800 
586 YFRFQEEIKENTKND 600 

1801 AAA CAA ATG GTC CAA TAT ATT TAC AAA TAC ACA AGT TAT CCT GAC 1845 
601 KQMVQYIYKYTSYPD 615 

18 4 6 CCT ATA TTG TTG ATG AAA AGT GCT AGA AAT AGT TGT TGG TCT AAA 18 90 
616 PILLMKSARNSCWSK 630 

1891 GAT GCA GAA TAT GGA CTC TAT TCC ATC TAT CAA GGG GGA ATA TTT 1935 

631 DAEYGLYSIYQGGIF 645 

1936 GAG CTT AAG GAA AAT GAC AGA ATT TTT GTT TCT GTA ACA AAT GAG 1980 

646 ELKENDRIFVSVTNE 660 

1981 CAC TTG ATA GAC ATG GAC CAT GAA GCC AGT TTT TTC GGG GCC TTT 2025 

661 HLIDMDHEASFFGAF 675 

2026 TTA GTT GGC GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGT TCT 2070 

676 LVGGGGSGGGSGGGS 690 

2071 GGT GGC GGA TCC ACC TCT GAG GAA ACC ATT TCT ACA GTT CAA GAA 2115 

691 GGGSTSEETI5TVQE 705 

2116 AAG CAA CAA AAT ATT TCT CCC CTA GTG AGA GAA AGA GGT CCT CAG 2160 

706 KQQNISPLVRERGPQ 720 

2161 AGA GTA GCA GCT CAC ATA ACT GGG ACC AGA GGA AGA AGC AAC ACA 2205 

721 RVAAHITGTRGRSNT 735 

2206 TTG TCT TCT CCA AAC TCC AAG AAT GAA AAG GCT CTG GGC CGC AAA 2250 

736 LSSPNSKNEKALGRK 750 

2251 ATA AAC TCC TGG GAA TCA TCA AGG AGT GGG CAT TCA TTC CTG AGC 2295 

751 INSWESSRSGHSFLS 765 

2296 AAC TTG CAC TTG AGG AAT GGT GAA CTG GTC ATC CAT GAA AAA GGG 2340 

766 NLHLRNGELVIHEKG 780 

2341 TTT TAC TAC ATC TAT TCC CAA ACA TAC TTT CGA TTT CAG GAG GAA 2385 

781 FYYIYSQTYFRFQEE 795 

2386 ATA AAA GAA AAC ACA AAG AAC GAC AAA CAA ATG GTC CAA TAT ATT 2430 

796 IKENTKNDKQMVQYI 810 
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Continuation of Figure 25 

2431 TAC AAA TAC ACA AGT TAT CCT GAC CCT ATA TTG TTG ATG AAA AGT 24 75 

811 YKYTSYPDPILLMKS 625 

2476 GCT AGA AAT AGT TGT TGG TCT AAA GAT GCA GAA TAT GGA CTC TAT 2520 

826 ARNSCWS KDAEYGLY 840 

2521 TCC ATC TAT CAA GGG GGA ATA TTT GAG CTT AAG GAA AAT GAC AGA 2565 

841 SIYQGGIFELKENDR 855 

2566 ATT TTT GTT TCT GTA ACA AAT GAG CAC TTG ATA GAC ATG GAC CAT 2610 

856 IFVSVTNEHLIDMDH 870 

2611 GAA GCC AGT TTT TTC GGG GCC TTT TTA GTT GGC TGA 2 64 6 

871 EAS FFGAFLVG* 881 
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Figure 26 

Nucleic acid sequence and corresponding amino acid sequence of scTNF-AMAIZe 

Construct H 

1 ATG GAC TGG ACC TGG CGC GTG TTT TGC CTG CTC GCC GTG GCT CCT 45 

1 MDWTWRVFCLLAVAP 15 

4 6 GGG GCC CAC AGC CAG GTA CAG CTG GTG CAG TCT GGG GGA GGC ATG 90 

16 GAHSQVQLVQSGGGM 30 

91 GTA GAG CCT GGG GGG TCC CTT AGA CTC TCC TGT GCA GCC TCT GGA 135 

31 VEPGGSLRLS CAASG 45 

136 TTC ACT TTC AGT AAT GCC TGG ATG AGC TGG GTC CGC CAG GCT CCA 180 

46 FTFSNAWMSWVRQAP 60 

181 GGG AAG GGG CTG GAG TGG GTT GGC CGT ATA AAA AGC AAA GCT GGT 225 

61 GKGLEWVGRIKSKAG 75 

22 6 GGT GGG ACA GCA GAG TAC GCT GCA CCC GTG AAA GGC AGA TTC ACC 270 

76 GGTAEYAAPVKGRFT 90 

271 ATC TCA AGA GAT GAT TCA CAA AAC ACG CTG TAT CTG CAA ATG AAC 315 

91 I SRDDSQNTLYLQMN 105 

316 AGC CTG AAA ACC GAC GAC ACA GCC GTG TAT TAC TGT ACC ACA CAT 360 

106 SLKTDDTAVYYCTTH 120 

361 GTC TAC GGT GCC CCC CGG AAC TGG GGC CAG GGA TCC CTG GTC ACC 4 05 

121 VYGAPRNWGQGSLVT 135 

406 GTC TCC TCA GCC TCC ACC AAG GGC CCA AAG CTT GAA GAA GGT GAA 450 

136 VSSASTKGPKLEEGE 150 

4 51 TTT TCA GAA GCA CGC GTA CAG TCT GTG TTG ACT CAG CCG CCC TCA 495 

151 FSEARVQSVLTQPPS 165 

496 GTG TCT GCG GCC CCA GGA CAG AAG GTC ACC ATC TCC TGC TCT GGA 540 

166 VSAAPGQKVTISCSG 180 

541 AGC AGC TCC AAC ATT GGA AAT AAT TAT GTC TCC TGG TAC GTT CAA 585 

181 SSSNIGNNYVSWYVQ 195 

586 CTC CCA GGA ACA GCC CCC AAA CTC CTC ATT TAT GAC AAT AAT AAG 630 

196 LPGTAPKLLIYDNNK 210 

631 CGA TTC TCA GGA GTT CCT GAC CGA TTC TCT GGC TCC AAG TCT GGC 675 

211 RFSGVPDRFSGSKSG 225 

676 ACG TCA GCC ACC CTG GGC ATC ACC GGG CTC CAG ACT GGG GAC GAG 720 

226 TSATLGITGLQTGDE 240 

721 GCC GAT TAT TAC TGC GGA GCA TGG GAT GGC AGC CTG CGT GAA GCG 7 65 

241 ADYYCGAWDGSLREA 255 
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Continuation of Figure 26 

7 66 GTA TTC GGC GGA GGG ACC AAG GTC ACC GTC CTA GGT GCG GCC GCA 810 

256 VFGGGTKVTVLGAAA 270 

8X1 GTT GAG CTC GAG GCG GCC GCG GAT TAC AAA GAC GAT GAC GAT AAA 855 

271 V E L E A A A D Y K D D D D K 285 

856 GAA TTC GGA TCA TCT TCT CGA ACC CCG AGT GAC AAG CCT GTA GCC 900 

286 EFGSSSRTPSDKPVA 300 

901 CAT GTT GTA GCA AAC CCT CAA GCT GAG GGG CAG CTC CAG TGG CTG 945 

301 HVVANPQAEGQLQWL 315 

946 AAC CGC CGG GCC AAT GCC CTC CTG GCC AAT GGC GTG GAG CTG AGA 990 

316 NRRANALLANGVELR 330 

9 91 GAT AAC CAG CTG GTG GTG CCA TCA GAG GGC CTG TAC CTC ATC TAC 1035 

331 DNQLVVPSEGLYLIY 345 

1036 TCC CAG GTC CTC TTC AAG GGC CAA GGC TGC CCC TCC ACC CAT GTG 1080 

346 SQVLFKGQGCPSTHV 360 

1081 CTC CTC ACC CAC ACC ATC AGC CGC ATC GCC GTC TCC TAC CAG ACC 1125 

361 LLTHTISRIAVSYQT 375 

1126 AAG GTC AAC CTC CTC TCT GCC ATC AAG AGC CCC TGC CAG AGG GAG 1170 

376 KVNLLSAIKS PCQRE 390 

1171 ACC CCA GAG GGG GCT GAG GCC AAG CCC TGG TAT GAG CCC ATC TAT 1215 

391 TPEGAEAKPWYEPIY 405 

1216 CTG GGA GGG GTC TTC CAG CTG GAG AAG GGT GAC CGA CTC AGC GCT 1260 

406 LGGVFQLEKGDRLSA 420 

1261 GAG ATC AAT CGG CCC GAC TAT CTC GAC TTT GCC GAG TCT GGG CAG 1305 

421 EINRPDYLDFAESGQ 435 

1306 GTC TAC TTT GGG ATC ATT GCC CTG GGT GGC GGT TCT GGT GGC GGT 1350 

436 VYFGI IALGGGSGGG 450 

1351 TCT GGT GGC GGT TCT GGT GGC GGA TCA TCA TCT TCT CGA ACC CCG 1395 

451 SGGGSGGGSSSSRTP 465 

1396 AGT GAC AAG CCT GTA GCC CAT GTT GTA GCA AAC CCT CAA GCT GAG 1440 

466 SDKPVAHVVANPQAE 480 

1441 GGG CAG CTC CAG TGG CTG AAC CGC CGG GCC AAT GCC CTC CTG GCC 1485 

481 GQLQWLNRRANALLA 495 

1486 AAT GGC GTG GAG CTG AGA GAT AAC CAG CTG GTG GTG CCA TCA GAG 1530 

496 NGVELRDNQLVVPSE 510 

1531 GGC CTG TAC CTC ATC TAC TCC CAG GTC CTC TTC AAG GGC CAA GGC 1575 

511 GLYLIYSQVLFKGQG 525 

157 6 TGC CCC TCC ACC CAT GTG CTC CTC ACC CAC ACC ATC AGC CGC ATC 1620 

526 CPSTHVLLTHTISRI 540 
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1621 GCC GTC TCC TAC CAG ACC AAG GTC AAC CTC CTC TCT GCC ATC AAG 1665 

541 AVSYQTKVNLLSAIK 555 

1666 AGC CCC TGC CAG AGG GAG ACC CCA GAG GGG GCT GAG GCC AAG CCC 1710 

556 SPCQRETPEGAEAKP 570 

1711 TGG TAT GAG CCC ATC TAT CTG GGA GGG GTC TTC CAG CTG GAG AAG 17 55 

571 WYEPIYLGGVFQLEK 5B5 

1756 GGT GAC CGA CTC AGC GCT GAG ATC AAT CGG CCC GAC TAT CTC GAC 1800 

586 GDRLSAEINRPDYLD 600 

1801 TTT GCC GAG TCT GGG CAG GTC TAC TTT GGG ATC ATT GCC CTG GGT 1845 

601 FAESGQVYFGIIALG 615 

1846 GGC GGT TCT GGT GGC GGT TCT GGT GGC GGT TCT GGT GGC GGA TCA 18 90 

616 GGSGGGSGGGSGGGS 630 

1891 TCA TCT TCT CGA ACC CCG AGT GAC AAG CCT GTA GCC CAT GTT GTA 1935 

631 SSSRTPSDKPVAHVV 645 

1936 GCA AAC CCT CAA GCT GAG GGG CAG CTC CAG TGG CTG AAC CGC CGG 1980 

646 ANPQAEGQLQWLNRR 660 

1981 GCC AAT GCC CTC CTG GCC AAT GGC GTG GAG CTG AGA GAT AAC CAG 2025 

661 ANALLANGVELRDNQ 675 

202 6 CTG GTG GTG CCA TCA GAG GGC CTG TAC CTC ATC TAC TCC CAG GTC 2070 

676 LVVPSEGLYLIYSQV 690 

2071 CTC TTC AAG GGC CAA GGC TGC CCC TCC ACC CAT GTG CTC CTC ACC 2115 

691 LFKGQGCPSTHVLLT 705 

2116 CAC ACC ATC AGC CGC ATC GCC GTC TCC TAC CAG ACC AAG GTC AAC 2160 

706 HTISRIAVSYQTKVN 720 

2161 CTC CTC TCT GCC ATC AAG AGC CCC TGC CAG AGG GAG ACC CCA GAG 2205 

721 LLSA1KSPCQRETPE 735 

2206 GGG GCT GAG GCC AAG CCC TGG TAT GAG CCC ATC TAT CTG GGA GGG 2250 

736 GAEAKPWYEPIYLGG 750 

2251 GTC TTC CAG CTG GAG AAG GGT GAC CGA CTC AGC GCT GAG ATC AAT 2295 

751 VFQLEKGDRL SAE IN 765 

2296 CGG CCC GAC TAT CTC GAC TTT GCC GAG TCT GGG CAG GTC TAC TTT 2340 

766 RPDYLDFAESGQVYF 780 

2341 GGG ATC ATT GCC CTG TGA 2358 

781 G I I A L * 785 
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Figure 27 



WO 2005/103077 



PCT/EP2005/003158 



41/41 




Figure 28 



